Transfection
The transfection of the Sirt6 plasmid (Addgene) was conducted using the X-tremeGENE HP DNA Transfection Reagent (Roche) in terms of the manufacturer's instructions. A density of 2×10 5 cells was first seeded in each well of a six-well plate and then transfected with complexes containing 2 μg of WT Sirt6 plasmid or Sirt6 H133Y mutant plasmids or a negative control with pcDNA3.1 and 2 μl of the X-tremeGENE transfection reagent. Then, the cells were incubated under normal condition for 48 h at 37°C.
Western immunoblotting
Total protein from the glomeruli and podocytes was extracted with RIPA buffer (Beyotime, China) mixed with a protease inhibitor cocktail (Sigma-Aldrich, USA). The extractions were then centrifuged at 13,000 rpm for 10 min at 4°C. The supernatants were mixed with loading buffer prior to being boiled at 100°C for 5 min. Equal amounts of protein samples were separated through SDS-PAGE and then transferred to nitrocellulose membranes (GE Healthcare). Membranes were blocked with milk for 1-2 h before incubation with a primary antibody (Sirt6 rabbit monoclonal antibody, 1:1000, Abcam; Sirt1 rabbit polyclonal antibody, 1:1000, Immunoway ; p-AMPKα1/2 (Thr172) rabbit polyclonal antibody, 1:100, Santa Cruz Biotechnology; AMPKα1/2（H-300）rabbit polyclonal antibody, 1:100, Santa Cruz Biotechnology; Notch1 rabbit monoclonal antibody, 1: 1,000,Cell Signaling Technology ; Notch4 goat polyclonal antibody, 1:200, Santa Cruz Biotechnology ; PGC-1α rabbit polyclonal antibody, 1:1000, Novus Biologicals ; H3K9ac rabbit monoclonal antibody, 1:1000, Abcam; H3K56ac rabbit polyclonal antibody, 1:1000, Epigentek; α-Tubulin rabbit polyclonal antibody, 1:1000, Proteintech) overnight at
4°C. An Alexa Fluor 680/790-labeled goat anti-rabbit/goat anti-mouse IgG antibody (1:10,000, LI-COR Biosciences, USA) was used as the secondary antibody, and the blots were visualized using a LI-COR Odyssey Infrared Imaging System.
Real-time PCR
Total RNA was extracted from mouse kidney using TRIzol reagent (MRC, USA), and spectrophotometry was used to measure the concentration of the collected RNA. Next, cDNA was synthesized by a reverse transcription kit (TaKaRa, Japan). A real-time fluorescence-based quantitative PCR machine (Illumina Eco, USA) was used to determine the mRNA expression levels. GAPDH was used as control for normalization. The sequences of the primers used are listed in Table 1 . 
Detection of ROS
The intracellular ROS level was measured using the dichlorofluorescein diacetate (DCFH-DA) fluorescent probe 
Supplementary Figure 6. Effects of Sirt6 on HG-induced ROS production in podocytes.
The cultured podocytes were transfected with pcDNA3.1, or pcDNA3.1-SIRT6 and then stimulated with HG (30mM, 24h). Untreated and untransfected podocytes were regarded as normal cells. Flow cytometry analysis of ROS production in podocytes in different groups and quantitation of these results (n=4). * P< 0.05 compared with normal
